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Aging is associated with a progressive decline in muscle 
mass and strength, a condition known as sarcopenia.  
Sarcopenia is a major contributing factor to increased 
frailty and the loss of mobility seen in older adults [1].  
Sarcopenia is also increasingly recognized as a 
prognostic indicator for patients who are likely to 
experience postoperative complications following organ 
transplants, cancer resection surgery, and for 
chemotherapy toxicity risk [2-5].  Although variable 
between individuals, it has been estimated that loss of 
skeletal muscle occurs at a rate of 1-2% per year after 
the age of 50, with  losses  in  strength  occurring  more  
 
 







































rapidly, such that older muscles become 
disproportionately weak [6].  Furthermore, the 
progression of sarcopenia can be accelerated by 
conditions that induce muscle atrophy, such as disuse, 
malnutrition, and diabetes.  Transient periods of atrophy 
are particularly devastating to the elderly due to an age-
related impairment in muscle recovery.  This poor 
recovery of muscle mass in older individuals can result 
in longer hospital stays, potential long-term disability, 
reduced quality of life, and ultimately increased 
mortality risk [7].  Given the growing size of the elderly 
population and the tendency for this group to experience 
prolonged periods of inactivity, there is a substantial 
need to better understand the cellular and molecular 



















Abstract:  Age‐related  loss  of  muscle  mass  and  strength  can  be  accelerated  by  impaired  recovery  of  muscle  mass
following a transient atrophic stimulus. The aim of this study was to  identify the mechanisms underlying the attenuated
recovery of muscle mass and strength  in old rats following disuse‐induced atrophy. Adult (9 month) and old (29 month)
male  F344BN  rats  underwent  hindlimb  unloading  (HU)  followed  by  reloading.  HU  induced  significant  atrophy  of  the





Gadd45a,  and  the AChRs  in  old  rats,  suggesting  neuromuscular  junction  instability/denervation.  Collectively,  our  data
suggests  that with  aging,  impaired  neuromuscular  transmission  and  deficits  in  the  proteostasis  network  contribute  to
defects in muscle fiber remodeling and functional recovery of muscle mass and strength.  
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mechanisms that regulate muscle mass and function 
with age.   
 
Skeletal muscle is a plastic tissue that can modify its 
size and functional characteristics in response to a 
variety of signals.  One potent signal for a loss of 
muscle mass is disuse, which can be caused by 
unloading or decreased neural activation [8].  The 
consequences of muscle disuse have been extensively 
studied in humans using models of limb immobilization 
and bed rest, and in rodents using hindlimb unloading 
(HU).  In all three models, significant decreases in 
muscle size and strength have been observed after 
fourteen days [9-12], with some studies reporting that 
short-term disuse (≤7 days) can also cause significant 
loss of muscle mass and function [13-15].  Aging does 
not appear to exacerbate the atrophy process during 
disuse, as the drop in mass/cross-sectional area (CSA) is 
similar, or less, in older muscles compared to young [9, 
16-19].  However, aging does have a major effect on the 
recovery of muscle mass following disuse.  Upon return 
to normal weight bearing activity, losses in muscle mass 
and strength caused by unloading or inactivity can be 
reversed, but recovery in older individuals is often 
incomplete or delayed compared to young individuals [9, 
10].  In young and old men undergoing 4 weeks of 
retraining after two weeks of knee immobilization, only 
the young men experienced full restoration of their 
muscle fiber CSA and mechanical function [10].  Similar 
observations have been made in aged rats, as muscle 
mass does not fully recover after forty days of reloading 
following eight days of hindlimb casting [20] or after two 
weeks of reloading following two weeks of HU [17].  
 
Although it has been well documented that recovery is 
impaired in aged muscle, the mechanisms responsible 
for this attenuated growth response remain unclear.  
Age-related deficits in the activation of muscle protein 
synthesis (MPS) have been reported following ingestion 
of essential amino acids [21] and acute exercise [22, 
23], suggesting that aging leads to an impaired response 
to anabolic stimuli, termed anabolic resistance.  This 
diminished protein synthetic response may be due to 
reduced activation of the Akt/mTORC1 signaling 
pathway, which controls translational activity and is 
important in muscle growth [24].  There are reports [21, 
22] that older individuals completely lack or exhibit 
blunted phosphorylation of S6K1 and 4EBP1 following 
resistance exercise compared to young individuals, 
while similar age-related deficits have been reported in 
aged rats following a single bout of contractile activity 
[25].  A reduction or delay in the activation of the 
Akt/mTORC1 pathway has also been linked to the 
attenuated muscle hypertrophy observed in older rats in 
response to synergist ablation [19, 26].  Beyond the 
effect on translational activity, recent microarray 
analysis of plantaris muscles from adult and old mice 
that were subjected to synergist ablation revealed that 
the blunted growth response in old mice was the result 
of impaired ribosome biogenesis, or translational 
capacity [27].  Together, these data suggest that the 
ability to increase translation activity and capacity is 
compromised in aged skeletal muscle.   
 
The recovery of muscle mass following disuse-induced 
atrophy also requires the activation of protein degradation 
pathways to remove proteins associated with atrophy and 
to recycle amino acids from proteins rapidly synthesized 
upon reloading, but not incorporated into the myofibrils 
[28-30].  In skeletal muscle, the two major pathways 
responsible for the majority of protein breakdown are the 
ubiquitin proteasome system (UPS) and autophagy [31, 
32].  With normal aging, there is evidence that overall 
proteolytic activity decreases, leading to an accumulation 
of misfolded and modified proteins that can have severe 
pathological consequences [33].  However, little is 
known about whether aging impairs the ability of skeletal 
muscle to activate degradation pathways during the 
remodeling and growth of muscle fibers.  A loss in 
proteolytic capacity could potentially impair or delay the 
muscle remodeling process triggered upon reloading.  
Altogether, concomitant activation of protein synthesis 
and protein degradation pathways is likely to be 
imperative in the recovery of muscle mass following an 
atrophy-inducing event.  Thus, the purpose of this study 
was to determine whether reductions in protein synthesis 
and/or inadequate protein degradation contribute to the 
age-related impairment of muscle recovery and function 




Hindlimb unloading results in diminished force 
production in Old 
 
To determine the effect of age on the functional capacity 
of hindlimb muscles in response to unloading and 
reloading, in vivo isometric torque was measured at 
baseline (control), after 14 days of HU, and at days 7 and 
13 of reloading (Fig. 1).  At baseline, significant 
differences in maximum torque were found between 
Adult and Old (-14% in Old vs. Adult at 125 Hz, 
p<0.05).  Following 14 days of HU, maximum torque 
decreased by 17% (p>0.05) in Adult, and 39% (p<0.05) 
in Old.  Upon reloading, the torque-frequency 
relationship returned to control values in Adult after 7 
days (Fig. 1A). In contrast, torque production in Old 
showed no significant improvement relative to the 14d 
unloading values during the 14 day reloading period (Fig. 
1B).   
  







































Home cage activity is reduced in Old in early 
recovery 
 
To understand whether the lack of recovery in force 
production was related to a decrease in the use of the 
hindlimb muscles in Old, home cage activity was 
monitored during the initial days of reloading and 
compared to the activity levels measured prior to 
unloading.  As shown in Figure 1C, home cage activity 
was similar in Adult and Old prior to unloading.  Upon 
reloading, the activity levels of Adult were similar to 
pre-unloading values, while Old had a significant 
decrease in activity levels for the first three days of 
reloading.  The difference in home cage activity in Old 
was equivalent to 13.8 meters/day.  By day five of 
reloading, home cage activity levels were similar 







































Recovery of muscle mass is impaired in Old 
following 14 days of hindlimb unloading 
 
Muscle mass was monitored in both ankle extensor 
(soleus, MG, and PLN) and flexor (TA, EDL) muscles 
over 14 days of unloading and 14 days of reloading 
(Fig. 2A, C-F).  At baseline, muscle mass tended to be 
higher in Adult compared to Old, although the 
differences in mass were not statistically significant 
for any of the muscles.  Significant muscle atrophy 
occurred in all muscles except the EDL after 14 days 
of HU, with the absolute muscle loss being greater in 
Adult than Old.  In general, loss of muscle mass was 
more severe in the extensors compared to the flexors 
for both age groups.   
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muscle mass, while recovery in Old was delayed.  In 
Adult, muscle mass increased progressively after 
reloading and returned to control levels by day 14 (Fig. 
2A, C-F).  In contrast, Old showed continued loss of 
mass in all muscles at day one of reloading, with the 
mass of the TA continuing to drop over the first three 
days of reloading.  Overall, recovery of muscle mass in 
















































recovery by day 14.  
 
Measurement of fiber cross-sectional area (CSA) in 
the soleus showed a similar pattern of recovery as 
observed in muscle mass (Fig. 2B).  Soleus muscle 
fibers increased in size during reloading; however 






















































muscles of adult  (open squares) and old  (filled squares) rats at the various HU and reloading  time points  (n=6‐7/group).    (B)
Changes  in  fiber cross‐sectional area  (CSA) were measured  in  the soleus of adult  (open squares) and old  (filled squares) rats
after 14 days of HU and after 3, 7, and 14 days of reloading.   Fiber CSA was determined  from  laminin‐stained cross sections
(n=5‐6/group).  Values are mean ± SEM, *p<0.05 vs adult control, #p<0.05 vs old control, φp<0.05 vs adult at same time point. 
  















































The protein synthesis response to reloading is not 
impaired in Old 
 
Previous reports have suggested that anabolic resistance 
is the primary cause of age-associated attenuation of 
muscle growth, and therefore, protein synthesis was 
measured using the SUnSET technique. The 
biochemical and molecular assessment of muscle 















































extensor muscle, and the TA, the primary ankle flexor 
muscle. In control rats, no differences in MPS were 
found with age in the soleus or TA muscles (data not 
shown).  After 14 days of HU, MPS was significantly 
suppressed in the soleus muscle of both age groups, but 
was similar to control levels in Adult and Old TA 
muscles (Fig. 3A).  Upon reloading, MPS increased in 
the soleus of both adult and old rats and remained 
elevated at day 14 of reloading (Fig. 3A).  In the TA, 
Figure 3.  Effect of hindlimb unloading (HU) and reloading on muscle protein synthesis and total RNA in adult and old
rats.  (A) Using the SUnSET method, protein synthesis was measured in the soleus and tibialis anterior (TA) muscles of adult (9 mo,
open  squares)  and  old  (29 mo,  filled  squares)  rats  after  14  days  of HU  and  after  3,  7,  and  14 days  of  reloading.    Total  protein,
determined by stain‐free imaging of the PVDF membrane, was used to normalize protein expression.  Puromycin values are expressed
as a percentage of each age‐matched control group (n=6‐7/group).  Total RNA (µg/mg muscle) was measured in the soleus (B) and TA
(C) muscles of adult  (open  squares)  and old  (filled  squares)  rats  after 14 days of HU  and  after 1, 3, 7,  and 14 days of  reloading
(n=6/group).  Values are mean ± SEM, *p<0.05 vs adult control, #p<0.05 vs old control, φp<0.05 vs adult at same time point. 
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slight differences were found between Adult and Old.  
In Adult TA, MPS decreased immediately upon 
reloading, but then increased to levels greater than 
baseline. In Old TA, MPS increased immediately upon 
reloading and remained higher than baseline for the 14 
day reloading period. Taken as a whole, these results 
indicate that the MPS response to reloading was not 
attenuated in Old.  Moreover, Old increased MPS even 
though they had a decrease in overall cage activity 
during the first 5 days of reloading.  
 
Activation of the Akt/mTORC1 pathway is similar 
between Adult and Old during reloading 
 
To further characterize the MPS response to reloading, 
the phosphorylation and total protein levels of Akt, 
GSK3β, S6K1, and 4EBP1 were measured 
(Supplemental Fig. 1 and 2).  In general, Akt and 
mTORC1 were activated in both the soleus and TA 
muscles upon reloading, and there were no major age-
related differences.  
 
 Old show greater increases in ribosome biogenesis 
markers in response to reloading 
 
Since the rate of protein synthesis is determined by both 
the translational activity and capacity of a cell [34], and 
translational capacity is largely dependent on ribosomal 
number and availability, the ability to increase ribosome 
mass in response to reloading may affect rates of MPS, 
and ultimately recovery.  Thus, total RNA was used as a 
measure of ribosomal RNA (rRNA) content given that 
80-85% of total RNA is rRNA [35].  Age alone did not 
affect RNA levels, as total RNA/mg muscle was similar 
between Adult and Old control animals in both the 
soleus and TA (Fig. 3B and C). In Adult soleus, total 
RNA/mg muscle significantly decreased in response to 
14 days of HU and returned to control levels upon 
reloading (Fig. 3B).  In contrast, decreases in total 
RNA/mg muscle with HU, and increases with 
reloading, were more subtle in Old soleus and did not 
reach statistical significance.  In the TA, only the Old 
had a significant increase in total RNA as a result of 
reloading, with significantly higher total RNA/mg 
muscle than age-matched controls and Adult muscles, 
between days three and 14 of reloading (Fig. 3B). 
 
To further elucidate whether age impacts ribosome 
biogenesis in response to changes in muscle loading, 
expression of c-myelocytomatosis oncogene (c-Myc) 
and internal transcribed spacer 1 (ITS1, a readout of 
precursor rRNA) was measured.  Following the HU and 
reloading periods, no significant changes in c-Myc or 
ITS1 expression were found in Adult soleus or TA 
muscles (Supplemental Fig. 3).  Conversely, expression 
of c-Myc and ITS1 were both significantly upregulated 
at various times throughout the 14 day reloading period 
in Old TA muscle, which correlated with the increase in 
total RNA seen in this muscle (Supplemental Fig. 3). 
 
Hindlimb muscles of Old exhibit higher expression 
of genes associated with inactivity and/or 
denervation 
 
The aging process is associated with instability of the 
neuromuscular junction and denervation as the result of 
motor neuron loss [36].  To assess denervation and 
neuromuscular junction instability at baseline and in 
response to unloading and reloading, the expression of 
HDAC4, myogenin, Runx1, Gadd45a, and the 
acetylcholine receptor subunits  (AChR α,γ,δ, and ε) 
was measured in Adult and Old soleus and TA muscles 
(Fig. 4 and Supplemental Fig. 4).  At baseline, there was 
a trend for HDAC4, myogenin, Runx1, and Gadd45a to 
be elevated in Old soleus and TA relative to Adult, with 
myogenin reaching significance in the Old TA (Fig. 4).  
Although not significant, all of the AChR subunits also 
tended to be elevated in Old at baseline (Fig. 4 and 
Supplemental Fig. 4).  
 
In response to unloading or reloading, the only 
significant change in the expression level of the 
measured genes observed in Adult was an increase in 
Runx1 in the soleus at day 1 of reloading (Fig. 4 and 
Supplemental Fig. 4).  In Old soleus and TA, no 
significant changes in gene expression were apparent 
after 14 days of unloading, with the exception of 
Gadd45a, which significantly increased in the TA.  
Upon reloading, significant changes in gene expression 
occurred in both the soleus and TA of Old, with greater 
increases in expression occurring in the TA compared to 
the soleus.  A common pattern in all of the genes was a 
sharp rise in expression upon reloading that peaked at 3 
days and then decreased.  In Old TA, the expression of 
myogenin, HDAC4 and Gadd45a remained significantly 
elevated above Adult for the entire 14 day reloading 
period (Fig. 4B).  Of the AChR subunits 
analyzed, ΑChRα and AChRγ showed the greatest 
increases in expression during reloading, with 
expression being significantly higher in the TA than the 
soleus (Fig. 4).  The pattern of expression for the AChR 
subunits mimicked that of myogenin and HDAC4, 
which are thought to be upstream regulators of the 
AChR genes. 
 
Reloading does not increase activity of the ubiquitin 
proteasome system (UPS) in Old 
 
Since the anabolic response to reloading was similar 
between Adult and Old, protein degradation pathways 
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were examined to determine whether alterations in 
degradation could explain the attenuated growth 
response in the old rats. Given the importance of the 




















































proteins within muscle, we measured ubiquitin levels 
and the activities of the three catalytic subunits (β1, β2, 
and β5) of the proteasome at baseline and in response to 




















































Figure  4.    Effect  of  hindlimb  unloading  (HU)  and  reloading  on  gene  expression  markers  of  inactivity  and/or


















































At baseline, ubiquitin levels were similar between Adult 
and Old soleus, but tended to be higher in the TA of Old 
versus Adult (Fig. 5).  In response to reloading, Adult 
and Old soleus had similar ubiquitin levels (Fig. 5A).  
In contrast, ubiquitin levels in Old TA were significant 
greater when compared to Adult TA during the first 
week of reloading (Fig. 5B). 
 
Measurement of baseline proteasome activity in the 
soleus revealed no significant differences between 













































β2, but not β5, subunit activities were significantly 
elevated in Old (Fig. 6F).  In response to unloading and 
reloading, proteasome activity was elevated in Adult 
soleus and remained elevated through 7 days of 
reloading (Fig. 6E).  In contrast, proteasome activity 
was unaltered in Old soleus after unloading and upon 
reloading. In the TA, proteasome activity did not 
change significantly from baseline in Adult after 14 
days of HU and reloading, while significant decreases 
in proteasome activity were observed in Old in response 
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Expression of the E3 ligases, MuRF1 and MAFbx, was 
measured in Adult and Old muscles since these ligases 
are often associated with muscle atrophy and increased 
proteasome activity.  In Adult, expression of MuRF1 
and MAFbx was significantly suppressed upon 
reloading in the soleus, even though proteasome activity 
increased (Fig. 6A and B).  In Adult TA, expression of 
both ligases was also suppressed upon reloading (Fig. 
6C and D).  In Old, MuRF1 was not suppressed in 
either the soleus or TA upon reloading, and in fact 
remained slightly above baseline.  MAFbx expression 
varied across muscles upon reloading in Old, with 
expression remaining elevated in the TA, but 
suppressed in the soleus. Interestingly, the expression of 
MuRF1 and MAFbx in Old did not correlate with 
proteasome activity. 
 
Autophagy markers are higher at baseline and 
increase in response to reloading in Old 
 
Given that proteasome activity was not elevated in the 
old rats, we determined whether the other major 
degradation pathway in muscle, autophagy, was 
activated in response to unloading and/or reloading.  
Various markers of autophagy such as Atg7, Beclin, 
LC3B, and p62 were examined in the muscles of Adult 
and Old (Fig. 7A and B).  In the soleus, expression 
levels of Atg7 and Beclin were similar between Adult 
and Old, increasing slightly upon reloading.  In contrast, 
Atg7 and Beclin levels were significantly higher at 
baseline in Old TA and remained significantly higher 
throughout the reloading period.  Both of the 
autophagosome-associated proteins, LC3B-II and the 
chaperone protein p62, were significantly elevated in 
Old soleus and TA at baseline (Fig. 7A and B).  In 
response to unloading, the level of LC3B-II remained 
unchanged from baseline in Adult and Old.  However, 
upon reloading, LC3B-II increased significantly in both 
Old soleus and TA muscles.  Levels of p62 upon 
reloading were similar in the soleus between Adult and 
Old, but were significantly higher in Old TA relative to 
Adult. Another indicator of elevated autophagy is an 
increase in cathepsin L activity.   Cathepsin L activity 
was elevated in the soleus and TA of Old, compared to 
Adult, at baseline and during the reloading period (Fig. 
7C and D). 
 
Collectively, these data suggested that autophagy was 
elevated in the TA, and possibly the soleus, of Old at 
baseline and in response to reloading. Initiation of 
autophagy is controlled by Atg1/Ulk1, which is 
inhibited through phosphorylation by mTORC1 [37]. 
Examination of Ulk1 phosphorylation revealed a 
significant increase in phosphorylation state in Old TA 
at 14 days of unloading and upon reloading (Fig. 7B).  
The increase in Ulk1 phosphorylation paralleled the 
phosphorylation status of S6K1 and reflected the 
increase in mTORC1 activity in both adult and old 
muscles upon reloading. 
 
Autophagic flux is higher in Old, but does not 
increase after seven days of reloading 
 
To determine whether autophagy was indeed elevated in 
Old, autophagic flux was measured in vivo at baseline 
and after 7 days of reloading using the autophagy 
inhibitor colchicine [38].  Two days of colchicine 
treatment in control rats caused a significant increase in 
LC3B-II protein levels in both Adult and Old soleus and 
TA muscles, indicating that autophagy was ongoing in 
these muscles (Fig. 8A-C).  Interestingly, the increase in 
LC3B-II was significantly greater in Old compared to 
Adult, suggesting that the basal rate of autophagy was 
higher in the older muscles.  Colchicine treatment also 
resulted in a significant increase in LC3B-II protein 
levels at 7 days of reloading.  In Adult soleus, this 
increase in LC3B-II protein levels was significantly 
greater than the increase observed at baseline, indicating 
that autophagy was increased in this muscle upon 
reloading.  However, in Old, the colchicine-induced 
increases in LC3B-II levels observed in the soleus and 
TA at 7 days of reloading were not greater than that 
seen at baseline, suggesting that autophagy was not 
upregulated in Old in response to reloading.  
Furthermore, greater p62 accumulation was observed in 
Old TA during the reloading period, suggesting that a 
block in autophagy activation may be occurring in the 
Old muscles during reloading (Supplemental Fig. 5). 
 
Increases in endoplasmic reticulum (ER) stress are 
greater in Old upon reloading 
 
Despite the ability of old rats to increase ribosome 
biogenesis and MPS during reloading, the recovery of 
mass was significantly attenuated in the older muscles 
(Fig. 2).  Periods of high growth in skeletal muscle can 
induce protein unfolding and ER stress; thus, the protein 
expression of the ER stress markers BiP, protein 
disulfide isomerase (PDI), and C/EBP homologous 
protein (CHOP) were measured in Adult and Old 
muscles.  After 14 days of unloading, no changes in ER 
stress were observed in the soleus of Adult or Old rats 
(Fig. 9).  Upon reloading, increases in PDI, but not BiP 
or CHOP were observed in Adult soleus.  In contrast, 
significant increases in BiP, PDI and CHOP were 
observed in the Old soleus upon reloading.   
 
The pattern of ER stress marker expression in both 
Adult and Old TA varied slightly from the soleus in 
response to unloading and reloading.  At baseline, levels  
  















































































































(HU) and reloading.   Expression of  the autophagy‐related proteins phospho‐ and  total Ulk1, p62, Atg7, Beclin, and LC3B‐II
was measured by Western blot and quantified after 14 days of HU and following 3, 7, and 14 days of reloading in the soleus (A)
and  tibialis  anterior  (TA)  (B) muscles  of  adult  (9 mo,  open  squares)  and  old  (29 mo,  filled  squares)  rats.    Total  protein,
determined by stain‐free imaging of the PVDF membrane, was used to normalize protein expression.  Data are expressed as a
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of BiP and CHOP were elevated in Old TA compared to 
Adult (Fig. 9A and C).  After 14 days of unloading, BiP 
and PDI increased in Adult TA, while only BiP 
increased in Old TA.  Upon reloading, BiP remained 
significantly elevated in Old TA and CHOP increased 
significantly throughout the 14 day reloading period.  In 
general, CHOP levels were significantly elevated in 
Old, with a greater Adult-Old difference in the TA 
compared to the soleus (Fig 9C). Overall, these data 
suggest that ER stress is activated upon reloading of 
muscles that have previously undergone a period of 
disuse, but, based on CHOP expression as readout, only 
in Old does this appear to activate the maladaptive ER 




Disuse causes significant muscle atrophy in both 
humans and rodents, but this loss in muscle mass can be 




































While aging does not worsen disuse-induced atrophy, it 
does impact the recovery process, as older individuals 
do not regain mass or force as quickly as younger 
individuals [10, 17].  The results of this study clearly 
show that the recovery of muscle mass and strength 
after disuse is significantly impaired as a function of 
age.  Further, this study highlights the fact that the 
effects of aging are highly variable across muscles of 
varying physiological function and fiber type 
composition. This is an important point since many 
studies examine a single muscle and generalize the 
findings to all muscles.  
  
The mechanisms underlying the adverse effects of aging 
on the ability of muscle to properly respond to increases 
in mechanical loading are likely related to multiple 
factors.  Based on previous findings using the functional 
overload model [19], we initially hypothesized that 
protein synthesis would be attenuated in the aged rats 
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suggests, however, that old rats are able to initiate an 
anabolic response to reloading.  The increase in protein 
synthesis and ribosome biogenesis is interesting, 
especially in light of the observation that cage activity is 
decreased in Old relative to Adult during the first 5 days 
of reloading.  This observation highlights an important 
unanswered question: Are the same proteins being 
synthesized in adult and old muscles upon reloading? An 
increase in protein synthesis is not always associated with 
a positive outcome, as is the case with denervation [39, 












































at baseline, there is some level of neuromuscular junction 
remodeling/denervation present in the old muscles, 
especially the TA, which worsens upon reloading after a 
period of disuse.  These data suggest that neuromuscular 
transmission is impaired in old muscles, which likely 
contributes to the poor recovery of muscle mass and 
strength. In addition, our data points to major deficits in 
the proteostasis network involved in the proper 
processing of nascent proteins as well as clearance of 
dysfunctional proteins, ultimately leading to impaired 
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Recovery of muscle mass and strength 
 
A major strength of this study is the examination of 
multiple hindlimb muscles, which vary in fiber type 
composition and physiological function, i.e. fast vs. 
slow and extensors vs. flexors. Hindlimb unloading 
induces atrophy in all muscles, as shown in the current 
and previous studies [41], with loss of mass being 
greater in extensor muscles compared to flexor muscles. 
Overall, there were no major age-related differences in 
the atrophy response to 14 days of HU.  What was 
remarkably different between the adult and old rats was 
the contractile response to the unloading.  Following 
two weeks of unloading, maximum torque decreased by 
only 17% in Adult, but by 39% in Old.  This dramatic 
drop in force output could not be accounted for by 
differential loss of muscle mass since adult and old 
muscles atrophied to the same absolute mass after 14 
days of unloading.  In this study, the torque measured at 
the ankle was predominantly an extensor torque given 
that cutting of the dorsiflexor tendons reduced maximal 
torque by only 16-19% in Adult and Old (data not 
shown).  A decrease in the specific tension of type I 
fibers in the MG of 30 month old FBN rats has been 
reported following unloading [42].  Given the fiber type 
composition of the extensor muscles and the large 
decrease in force output, it is likely that the drop in 
specific force measured in this study reflects a decrease 
in the specific force of both type I and II fibers. The 
mechanisms for the loss of specific tension are 
unknown, but could be related to multiple factors 
including a change in the stoichiometry between myosin 
and actin, a decrease in excitation-contraction coupling, 
or a decrease in force transmission [43]. 
 
In contrast to the atrophy response, recovery of muscle 
mass during reloading differed markedly between the 
adult and old rats.  The impaired recovery of muscle 
mass in Old was not surprising given previous studies 
[17, 20]; however, the finding that isometric extensor 
torque did not significantly improve at frequencies 
above 60 Hz in Old after 14 days of reloading, even 
though there were improvements in muscle mass, was 
unexpected.  The delayed improvement of muscle force 
production in the old rats could be related to one or 
more of the aforementioned factors; however, our gene 
expression data suggests that deficits in neuromuscular 
transmission (i.e. partial or complete fiber denervation) 
could be playing a major role.  
 
Targeted analysis of specific genes (myogenin, Runx1, 
Gadd45a, HDAC4) associated with inactivity and 
neuromuscular junction denervation revealed an 
increase in all of these genes at baseline in Old, with 
further increases upon reloading following hindlimb 
unloading.  In general, expression for all of the 
inactivity-associated genes, except HDAC4, was higher 
in the Old TA compared to the soleus. Another set of 
genes elevated in Old was the acetylcholine receptor 
subunits (α,γ,δ,ε,).  Denervation is thought to increase 
the expression of the adult AChR subunits (α,δ) and de-
repress the embryonic subunit γ through activation of 
HDAC4 that then increases myogenin via repression of 
Dach2 [44, 45].  Here, we found that the expression of 
the adult and embryonic AChR subunits was correlated 
with the changes and relative increases in the expression 
of myogenin, but not HDAC4.  At all-time points in 
Old, HDAC4 was elevated to a similar extent in both 
the soleus and TA, while myogenin and the AChR 
subunits were elevated many fold higher in the TA 
compared to the soleus.  Overall, the gene expression 
data for Old suggests a greater level of inactivity and/or 
denervation in the TA compared to the soleus, which 
corresponds to the greater deficit in recovery in the TA 
of Old. It should be pointed out that the E3 ligases, 
MuRF1 and MAFbx, are also thought to be regulated by 
myogenin [46], however, the expression patterns of 
MuRF1 and MAFbx were not elevated to a similar 
degree and did not follow the same pattern of 
expression as myogenin. 
       
Aging and the anabolic response to increased 
loading 
 
In humans, the MPS response to certain anabolic stimuli 
becomes blunted with age [47, 48]; however, in this 
study, the old rats did not appear to exhibit impaired 
activation of ribosome biogenesis or MPS in response to 
reloading.  In fact, increases in MPS were found to 
occur earlier during the reloading period in Old versus 
Adult.  In both the soleus and TA, MPS was 
significantly elevated above baseline after seven days of 
reloading in Old, whereas significant increases above 
baseline were only seen in Adult after 14 day of 
reloading, and this only occurred in the soleus.  For both 
age groups, the elevated MPS during reloading may be 
partially explained by the early increase in 
Akt/mTORC1 signaling.  The most robust increase in 
signaling was seen for S6K1, which exhibited 
significant increases in phosphorylation/activation in 
both the soleus and TA muscles of Adult and Old after 
three days of reloading.  Increased S6K1 
phosphorylation is widely considered to be a good 
marker of mTORC1 activation, which underpins muscle 
hypertrophy [24, 49].  The increase in MPS at earlier 
time points during reloading in the TA of Old was likely 
bolstered by an increase in translational capacity.  Total 
RNA/mg muscle was elevated to a greater degree in the 
TA of Old versus Adult at day seven of reloading.  
Consistent with the finding that ribosome biogenesis 
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was activated to a greater extent in Old upon reloading, 
significant increases in c-Myc were found in the Old 
TA.  c-Myc is a transcription factor that binds to 
ribosomal DNA and induces transcription of ribosomal 
RNA (rRNA) genes through the recruitment of RNA 
Polymerase I [50].  
 
Our finding that ribosome biogenesis was not impaired 
during reloading in the old rats contrasts with a recent 
study by Kirby et al., who reported that reductions in 
ribosome biogenesis were associated with the blunted 
synergist ablation-induced hypertrophy in old mice 
[27]; however, between-study differences may be 
explained by differences in the experimental models 
that were used.  Specifically, in comparison to 
reloading, in which all of the extensor muscles are 
present, synergist ablation causes the PLN muscle to 
become the lone load-bearing muscle of the hindlimb, 
resulting in not only a greater load on the muscle, but 
also a shift in recruitment, fiber type, and a significantly 
faster rate of growth.  Since mitochondrial content and 
function has been shown to decrease with age [51], 
older muscles may not be able to increase energy 
production enough to meet the high metabolic demands 
induced by synergist ablation, which could compromise 
the synthesis of new ribosomes.  Thus, the difference in 
the degree of the hypertrophic stimulus may explain 
why ribosome biogenesis is impaired with synergist 
ablation, but not following reloading. 
 
Aging and proteolysis 
 
In general, proteolytic activity is thought to decrease 
with age [33], but in skeletal muscle, both increases and 
decreases in activity of the UPS and autophagy 
pathways have been reported [52-56]. In this study, 
there was a trend for the mass of the different hindlimb 
muscles to be lower in the Old compared to the Adult at 
baseline, but overall, no significant differences in 
muscle mass were found between the two ages.  These 
data suggest that 28-29 month old rats are not yet 
sarcopenic, which is in line with previous findings that 
show significant atrophy of the hindlimb muscles in 
F344BN rats at 30 months of age [19].  Comparison of 
our Adult and Old groups revealed no significant 
difference in proteasome subunit activities at baseline in 
the soleus, but activity was higher in a few of the 
proteasome subunits in the TA of Old.  In addition, the 
level of ubiquitinated proteins in Old soleus and TA 
muscles tended to be higher, suggesting that the aged 
animals either had higher E3 ubiquitin ligase activity or 
a delay in the degradation of ubiquitin-tagged proteins 
when compared to Adult.  The fact that expression of 
MuRF1 and MAFbx, two muscle-specific E3 ubiquitin 
ligases associated with muscle atrophy, was not 
elevated in the old control rats suggests that the aged 
animals were beginning to experience some impairment 
in the UPS.  To support this theory, basal levels of p62, 
an autophagy-related chaperone protein that can bind to 
ubiquitinated proteins and deliver them to 
autophagosomes for degradation by the lysosome [57], 
were significantly higher in Old muscles.  Furthermore, 
suppression of the UPS has been shown to activate 
autophagy [58], and measurement of autophagic flux in 
control rats revealed a significant elevation of 
autophagy in Old soleus and TA muscles compared to 
Adult. The higher resting level of autophagy in Old 
muscle suggests an increase in protein aggregates that 
could be related to an impaired degradation of 
ubiquitin-tagged proteins by the UPS.  Another 
potential stimulus for an increase in autophagy could be 
defects in protein folding, as indicated by an increase in 
ER stress.  
 
Muscle fiber remodeling during recovery from disuse 
atrophy requires increases in both protein synthesis and 
degradation [28-30].  Upon reloading, increases in 
degradation might be required for the removal of 
atrophy-related proteins as well as newly synthesized 
proteins that have not been incorporated into myofibers 
or were misfolded or damaged within the ER.  Failure 
to maintain protein quality control can lead to cellular 
dysfunction [59].  The results of this study indicate that 
aging impacts the response of both the UPS and 
autophagy pathways to reloading in a muscle-specific 
manner.  In the soleus, a muscle that likely experienced 
the highest rate of recruitment upon the return to normal 
weight bearing activity, increases in both proteasome 
activity and autophagy were observed during the first 
week of reloading in Adult, but not Old.  Conversely, in 
the TA, a muscle that likely experienced the least 
amount of recruitment during the reloading period, 
activity of the UPS and autophagy pathways were 
maintained at control levels in the Adult, but in Old, 
proteasome activity significantly decreased relative to 
control levels.  The lack of an increase in autophagy in 
the TA of the old rats was interesting given the 
significant increases in LC3B-II and p62 protein levels 
during the first seven days of reloading.  The inability 
of the old rats to increase or maintain proteasome 
activity in the soleus and TA during the early days of 
reloading may have caused these muscles to rely more 
heavily on autophagy for protein degradation, which 
could explain the increase in LC3B-II protein levels 
seen at day three and seven.  However, autophagic flux, 
measured using colchicine [38], suggests that the rate of 
autophagy in Old is similar to or less than baseline at 
day seven of reloading.  These data suggest that upon 
reloading, increases in autophagy, to meet ‘increased 
demand’, may be blocked by the activation of inhibitory 
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pathways.  One potential pathway that could inhibit 
increases in autophagy is mTORC1/Ulk1.  In Old TA, 
phosphorylation of Ulk1 is significantly increased 
during the reloading period.  Ulk1 has been shown to 
induce autophagy through its interaction with Beclin, 
but phosphorylation of Ulk1 by mTORC1 can directly 
inhibit its activity [37].  Considering the strong 
activation of the mTORC1 pathway during reloading, 
the old hindlimb muscles may be receiving mixed 
signals on whether to increase or decrease autophagy 
during the early stages of recovery, which may cause or 
at least contribute to their inability to increase 
autophagy.  Interestingly, in Old TA, cathepsin L 
activity significantly increases after 14 days of 
reloading and this is matched by a return of LC3B-II 
protein to control levels, suggesting that the old rats can 
increase autophagy, but when compared to the adult, 
this process is delayed. 
   
Elevated endoplasmic reticulum stress in aging 
muscle 
 
Newly synthesized proteins are processed, folded, and 
transported to other parts of the cell through the 
endoplasmic reticulum (ER).  Perturbations in ER 
function and suppression of the UPS can lead to the 
accumulation of unfolded proteins and protein 
aggregates, which results in ER stress and can trigger 
the unfolded protein response (UPR) [58, 60].  If the 
UPR fails to restore ER homeostasis, expression of the 
maladaptive ER stress marker, CHOP, is upregulated, 
which promotes cell death through activation of 
apoptotic processes [61].  We have previously shown 
that the UPR is activated during the period of elevated 
MPS in the PLN following synergist ablation [62], and 
thus we examined the UPR in response to reloading, 
which is a more physiological growth stimulus.   
 
Surprisingly, at baseline, CHOP protein levels were 
elevated in both the soleus and TA of Old.  This 
elevation in CHOP expression at baseline could be 
related to neuromuscular junction remodeling and 
partial denervation, as increases in CHOP expression 
are found in denervated muscle [63].  During reloading, 
the chaperone proteins BiP and PDI increased in both 
Adult and Old, indicating activation of the UPR.  The 
major difference between age groups was the lack of an 
increase in CHOP expression in Adult, but a significant 
increase in CHOP expression in Old, especially in the 
TA.  Thus, it is plausible that the high rate of MPS in 
combination with impaired activation of protein 
degradation pathways led to increases in ER stress that 
could not be alleviated by the UPR.  Alternatively, 
increases in ER stress could be related to defects in the 
processing of newly synthesized proteins.  Thus, we 
hypothesize that impaired muscle recovery in Old was 
not due to an inability to initiate an anabolic response to 
the loading stimuli, but rather was the result of an 
inability to effectively degrade proteins and properly 
‘process’ newly translated proteins for incorporation 
into the muscle fibers.   
 
MATERIALS AND METHODS 
 
Animals. The response of hindlimb muscles to 
unloading and reloading was studied in 9 month (Adult) 
and 29 month (Old) male Fischer 344-Brown Norway 
(F344BN) rats obtained from the National Institute of 
Aging.  Rats were allowed to acclimatize in their cages 
for at least one week prior to testing.  All animal 
procedures were approved by the Institutional Animal 
Care and Use Committee at the University of 
California, Davis. 
 
Hindlimb unloading/reloading.  Unloading of the 
hindlimbs was achieved by tail-suspension as 
previously described [64].  The rats were attached via a 
plastic bar to a swivel mounted at the top of the cage, 
allowing free 360° rotation.  The rats were maintained 
in ~30° head-down tilt position with their hindlimbs 
unloaded for a period of 14 days (n=6-7/group).  Rats 
had access to food and water ad libitum.  Body weights 
of the rats were measured prior to suspension and 
monitored throughout the unloading period.  Animals 
were released from the tail suspension on day 15 at 
which time the rats were individually housed and 
allowed unrestricted cage activity for 3, 7, or 14 days 
(n=6-7/group).  
  
Force measurements.  Prior to unloading, a series of six 
isometric contractions was used to determine the in vivo 
baseline isometric torque-frequency profile of the ankle 
plantar flexor muscles (gastrocnemius, plantaris, and 
soleus).  Rats were anesthetized with isoflurane, placed 
in a supine position, and their left hindfoot secured to a 
footplate attached to an Aurora Scientific 300B 
servomotor.  The left leg was clamped in place so that 
both the knee and ankle were at an angle of 90⁰.  The 
plantar flexors were stimulated by two needle electrodes 
inserted proximal to the peroneal nerve.   
 
Torque was measured at stimulation frequencies of 20, 
40, 60, 80, 100, and 125 Hz.  Contractions were 200 ms, 
with 45 seconds rest between contractions.  Data 
acquisition and analysis were performed using Dynamic 
Muscle Control and Dynamic Muscle Analysis 
software.  Isometric torque measurements were repeated 
in the same rats following 14 days of HU, and at 7 and 
13 days of reloading.  The final contractile testing 
period was carried out one day prior to sacrifice.  
  
www.impactaging.com                    142                                      AGING, January 2016, Vol. 8 No.1
  
Cage activity monitoring.  Cage activity of adult and old 
rats was measured prior to HU and during the first five 
days of reloading using the Home Cage Photobeam 
Activity System (San Diego Instruments).  Each rat was 
housed individually and activity was tracked throughout 
the 12 hour dark cycle and for the first hour of the light 
cycle.  Data was analyzed using the Photobeam Activity 
System software. 
 
Muscle collection.  Following completion of the 
appropriate unloading or reloading time period, rats 
were weighed, anesthetized with isoflurane, and the 
following muscles were excised from both hindlimbs: 
soleus, medial gastrocnemius (MG), plantaris (PLN), 
tibialis anterior (TA) and extensor digitorum longus 
(EDL).  The right soleus, PLN, and TA were pinned at 
resting length and flash frozen in liquid nitrogen cooled 
isopentane for histological analysis.  All other muscles 
were weighed and frozen in liquid nitrogen for 
biochemical analyses. 
 
Protein synthesis measurements.  Changes in MPS were 
measured using the SUrface SEnsing of Translation 
(SUnSET) method as previously described [65].  
Puromycin was dissolved in sterile saline and delivered 
by i.p. injection (0.02 μmol/g body wt) 30 minutes prior 
to muscle collection.  Puromycin-truncated peptides, 
reflecting the rate of MPS, were analyzed by Western 
blot as described below. 
 
Fiber cross-sectional area.  Serial cross-sections (10 
μm) were cut from the soleus using a Leica CM 3050S 
cryostat and stained with laminin (1:1000, Sigma-
Aldrich) to determine fiber cross-sectional area (µm2).  
Digital images were taken under 200X total 
magnification using an AxioImager M1 microscope. 
For each muscle, four non-overlapping regions were 
identified and a total of 100-250 fibers were analyzed 
within each region using AxioVision software.  The 
same four regions were analyzed across all rats. 
 
Immunohistochemistry.  Immunofluorescence analysis 
of p62 was performed using 10 µm cross-sections from 
the TA muscle.  Muscle sections were fixed in ice-cold 
acetone for 10 minutes, washed in phosphate-buffered 
saline (PBS), blocked with goat serum for 30 minutes, 
and then incubated with p62 primary antibody (1:500, 
Sigma) overnight at 4 C.  After washing in PBS, the 
sections were incubated with goat anti-rabbit IgG Alexa 
Fluor 647 secondary antibody for one hour at room 
temperature.  After a final wash in PBS, sections were 
mounted with ProLong Diamond Antifade.  Digital 
images were taken under 400X total magnification 
using an AxioImager M1 microscope.  
 
RNA isolation and gene expression.  Prior to RNA 
isolation, aliquots of frozen muscle powder from the 
TA, MG, and soleus were weighed in order to calculate 
RNA per milligram of wet muscle tissue.  RNA was 
isolated using RNAzol RT reagent according to the 
manufacturer’s instructions and quantified by 
absorbance spectrophotometry.  cDNA was synthesized 
using a reverse transcription kit from 1 μg of total RNA.  
Gene expression was analyzed by quantitative PCR 
(qPCR) using SYBR Green JumpStart Taq ReadyMix 
on an ABI 7900HT thermocycler.  Each sample was run 
in triplicate.  Primer sequences are listed in 
Supplemental Table S1.  Gene expression was 
normalized to tissue weight as previously described 
[14]. 
 
Western blotting.   Frozen TA, MG, and soleus muscles 
were homogenized in sucrose lysis buffer (50 mM Tris 
pH 7.5, 250 mM sucrose, 1 mM EDTA, 1 mM EGTA, 
1% Triton X 100, 50 mM NaF).  The supernatant was 
collected following centrifugation at 8,000 g for 10 
minutes and protein concentrations were determined 
using the Bradford method.  Ten to twenty micrograms 
of protein was subjected to SDS-PAGE on 4-20% 
Criterion TGX stain-free gels and transferred to 
polyvinylidene diflouride membrane.  Membranes were 
blocked in 3% nonfat milk in Tris-buffered saline with 
0.1% Tween-20 added for one hour and then probed 
with primary antibody overnight at 4⁰C.  Membranes 
were washed and incubated with HRP-conjugated 
secondary antibodies at 1:5,000 (Puromycin) or 
1:10,000 for one hour at room temperature.  Immobilon 
Western Chemiluminescent HRP substrate was then 
applied to the membranes prior to image acquisition.  
Image acquisition and band quantification were 
performed using the ChemiDoc™ MP System and 
Image Lab 5.0 software, respectively.  Total protein 
staining of the membrane was used as the normalization 
control for all blots.  The following antibodies were 
used:  Puromycin (1:500, EMD Millipore), phospho- 
and total Akt, phospho- and total GSK3β, phospho- and 
total S6K1, phospho- and total 4EBP1, Ubiquitin, 
phospho- and total Ulk1, Atg7, Beclin, PDI, CHOP 
(1:1000, Cell Signaling), p62 (1:2000, Sigma), LC3B 
(1:1000, Sigma) and BiP (1:1000, BD Biosciences). 
   
Proteasome activity. 20S and 26S proteasome activities 
were performed as previously described [66].  The 
caspase-like (β1), trypsin-like (β2), and chymotrypsin-
like (β5) activity assays were carried out in a total 
volume of 100 µl in 96 well opaque plates. The 26S 
ATP-dependent assays were performed in 
homogenization buffer with the addition of 100 µM 
ATP.  The 20S ATP-independent assays were carried 
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out in assay buffer containing 25 mM HEPES, 0.5 mM 
EDTA, and 0.001% SDS (pH 7.5). Proteasome 
activities were determined by adding 100 µM of Z-Leu-
Leu-Glu-7-AMC (Peptide Institute), Boc-Leu-Ser-Thr-
Arg-7-AMC (Bachem), or succinyl-Leu-Leu-Val-Tyr-7-
amido-4-methylcoumarin (LLVY-AMC) (Bachem) for 
the β1, β2, and β5 subunits respectively.  Each assay 
was conducted in the absence and presence of the 
proteasome inhibitor Bortezomib at a final 
concentration of 2 mM (β5) or 10 mM (β1 and β2).  The 
activity of the 20S and 26S proteasome was measured 
by calculating the difference between fluorescence units 
recorded with or without the inhibitor in the reaction 
medium.  Released AMC was measured by a 
Fluoroskan Ascent fluorometer (Thermo Electron) at an 
excitation wavelength of 390 nm and an emission 
wavelength of 460 nm. Fluorescence was measured at 
15 minute intervals for 2 hours. 
   
Cathepsin L activity.  Cathepsin L enzymatic activity 
was assayed by adding 100 µM Z-Phe-Arg-AMC 
(Calbiochem) to a reaction buffer  containing 100 mM 
sodium acetate, pH 5.5, 1 mM EDTA, and 2 mM 
DTT in the absence and presence of 10 μM cathepsin L 
inhibitor I (Calbiochem).  Each assay was conducted 
using 34 µg of protein per well.  Fluorescence was 
measured at excitation and emission wavelengths of 
390 nm and 460 nm as carried out for the proteasome 
assays.  Activity was calculated by determining the 
difference between fluorescence units recorded with or 
without the inhibitor in the reaction medium. 
 
Measurement of autophagic flux.  Autophagic flux was 
measured in adult and old rats at baseline and after 7 
days of reloading using the autophagy inhibitor 
colchicine as previously described [38].  Colchicine was 
delivered by i.p. injection (0.4 mg/kg/day) for two days 
prior to muscle collection.  
  
Statistics.  Results are presented as mean ± standard error 
of the mean (SEM).  The difference in starting body 
weight between adult and old rats was analyzed by 
Student’s t test while the remaining data was analyzed by 
one- or two-way ANOVA using GraphPad Prism 
software (GraphPad Software). Tukey’s post hoc analysis 
was used to determine differences when interactions 




This work was funded by Veteran Affairs RR&D Merit 
Grant 1I01RX000673-01A1 (SCB), National Institute 
on Aging award number R01AG045375 (KB), and a 
Natural Sciences and Engineering Research Council of 
Canada Postdoctoral Fellowship (DWDW).   
Conflict of interest statement 
 




1.  Marcell  TJ.  Sarcopenia:  causes,  consequences,  and 
preventions.  The  journals  of  gerontology  Series  A,  Biological 
sciences and medical sciences. 2003; 58:M911‐916. 
2. Lieffers JR, Bathe OF, Fassbender K, Winget M and Baracos VE. 
Sarcopenia  is  associated  with  postoperative  infection  and 
delayed  recovery  from  colorectal  cancer  resection  surgery. 
British journal of cancer. 2012; 107:931‐936. 
3. Prado CMM, Baracos VE, McCargar LJ, Reiman T, Mourtzakis 
M,  Tonkin  K, Mackey  JR,  Koski  S,  Pituskin  E  and  Sawyer MB. 
Sarcopenia as a Determinant of Chemotherapy Toxicity and Time 
to  Tumor  Progression  in  Metastatic  Breast  Cancer  Patients 
Receiving  Capecitabine  Treatment.  Clinical  Cancer  Research. 
2009; 15:2920‐2926. 






6.  Mitchell WK, Williams  J,  Atherton  P,  Larvin M,  Lund  J  and 








9.  Suetta  C,  Hvid  LG,  Justesen  L,  Christensen U,  Neergaard  K, 
Simonsen L, Ortenblad N, Magnusson SP, Kjaer M and Aagaard 
P.  2009.  Effects  of  aging  on  human  skeletal  muscle  after 
immobilization and retraining. 2009; 107:1172‐1180. 
10.  Hvid  L,  Aagaard  P,  Justesen  L,  Bayer  ML,  Andersen  JL, 
Ørtenblad N,  Kjaer M  and  Suetta  C.  2010.  Effects  of  aging  on 
muscle mechanical function and muscle fiber morphology during 








of  spaceflight  and  hindlimb  suspension.  Journal  of  applied 
physiology. 1992; 73:51S‐57S. 
13. Dirks ML, Wall BT, Snijders T, Ottenbros CLP, Verdijk LB and 





on  expression  of  collagen  and  related  growth  factors  in  rat 
tendon and muscle. 2009; 106:178‐186. 
  
www.impactaging.com                    144                                      AGING, January 2016, Vol. 8 No.1
15. Kasper CE, Maxwell LC and White TP. Alterations  in skeletal 
muscle  related  to  short‐term  impaired  physical  mobility. 
Research in nursing & health. 1996; 19:133‐142. 
16.  Suetta C,  Frandsen U,  Jensen  L,  Jensen MM,  Jespersen  JG, 
Hvid  LG,  Bayer  M,  Petersson  SJ,  Schrøder  HD,  Andersen  JL, 
Heinemeier KM, Aagaard P, Schjerling P, et al. Aging Affects the 
Transcriptional  Regulation  of  Human  Skeletal  Muscle  Disuse 
Atrophy. PloS one. 2012; 7:e51238. 
17. White JR, Confides AL, Moore‐Reed S, Hoch JM and Dupont‐
Versteegden  EE.  Regrowth  after  skeletal  muscle  atrophy  is 









20.  Magne  H,  Savary‐Auzeloux  I,  Migné  C,  Peyron  M‐A, 
Combaret L, Rémond D and Dardevet D. Contrarily to whey and 
high protein diets, dietary  free  leucine supplementation cannot 
reverse  the  lack  of  recovery  of muscle mass  after  prolonged 
immobilization during  ageing.  The  Journal of physiology. 2012; 
590:2035‐2049. 
21.  Cuthbertson  D,  Smith  K,  Babraj  J,  Leese  G,  Waddell  T, 
Atherton P, Wackerhage H, Taylor PM and Rennie MJ. Anabolic 
signaling  deficits  underlie  amino  acid  resistance  of  wasting, 
aging muscle. The FASEB Journal. 2005; 19:422‐424. 
22. Fry CS, Drummond MJ, Glynn EL, Dickinson JM, Gundermann 
DM,  Timmerman  KL,  Walker  DK,  Dhanani  S,  Volpi  E  and 




W, Williams  J,  Smith  K,  Seynnes O, Hiscock N  and  Rennie MJ. 
Age‐related  differences  in  the  dose–response  relationship  of 
muscle protein synthesis to resistance exercise in young and old 
men. The Journal of physiology. 2009; 587:211‐217. 





25.  Parkington  JD,  LeBrasseur NK,  Siebert  AP  and  Fielding  RA. 
2004.  Contraction‐mediated  mTOR,  p70S6k,  and  ERK1/2 
phosphorylation in aged skeletal muscle. 2004; 97:243‐248. 
26.  Thomson  DM  and  Gordon  SE.  Impaired  overload‐induced 
muscle  growth  is  associated  with  diminished  translational 
signalling  in aged rat fast‐twitch skeletal muscle. The Journal of 
physiology. 2006; 574:291‐305. 
27.  Kirby  TJ,  Lee  JD,  England  JH,  Chaillou  T,  Esser  KA  and 




Attaix  D.  Regulation  of  proteolysis  during  reloading  of  the 
unweighted  soleus  muscle.  The  international  journal  of 
biochemistry & cell biology. 2003; 35:665‐675. 
29.  Kramerova  I,  Kudryashova  E,  Venkatraman G  and  Spencer 
MJ.  Calpain  3  participates  in  sarcomere  remodeling  by  acting 
upstream  of  the  ubiquitin‐proteasome  pathway.  Hum  Mol 
Genet. 2005; 14:2125‐2134. 
30. Vanhorebeek  I, Gunst J, Derde S, Derese  I, Boussemaere M, 
Guiza  F, Martinet W,  Timmermans  JP,  D'Hoore  A, Wouters  PJ 
and  Van  den  Berghe  G.  Insufficient  activation  of  autophagy 
allows cellular damage to accumulate in critically ill patients. The 





32. Sandri M. New  findings of  lysosomal proteolysis  in  skeletal 
muscle. Current opinion  in clinical nutrition and metabolic care. 
2011; 14:223‐229. 
33.  Martinez‐Vicente  M,  Sovak  G  and  Cuervo  AM.  Protein 
degradation and aging. Experimental Gerontology. 2005; 40:622‐
633. 





36.  Hepple  RT  and  Rice  CL.  Innervation  and  neuromuscular 










GC.  The  effect  of  denervation  on  protein  synthesis  and 
degradation  in  adult  rat  diaphragm muscle.  Journal  of  applied 
physiology. 2009; 107:438‐444. 








42.  Husom  AD,  Ferrington  DA  and  Thompson  LV.  Age‐related 




44. Cohen TJ, Waddell DS, Barrientos T,  Lu  Z,  Feng G, Cox GA, 
Bodine  SC  and  Yao  T‐P.  The  Histone  Deacetylase  HDAC4 
Connects  Neural  Activity  to  Muscle  Transcriptional 
Reprogramming.  Journal  of  Biological  Chemistry.  2007; 
282:33752‐33759. 
45.  Tang H, Macpherson  P, Marvin M, Meadows  E,  Klein WH, 
Yang  X‐J  and  Goldman  D.  A  Histone  Deacetylase  4/Myogenin 






www.impactaging.com                    145                                      AGING, January 2016, Vol. 8 No.1







during  short‐term  disuse:  Implications  for  age‐related 
sarcopenia. Ageing Research Reviews. 2013; 12:898‐906. 





ribosomal DNA  and  stimulates  transcription  of  rRNA  genes  by 
RNA polymerase I. Nat Cell Biol. 2005; 7:311‐318. 
51.  Johnson  ML,  Robinson  MM  and  Nair  KS.  Skeletal  muscle 
aging  and  the  mitochondrion.  Trends  in  endocrinology  and 
metabolism: TEM. 2013; 24:247‐256. 
52.  Hwee  DT,  Baehr  LM,  Philp  A,  Baar  K  and  Bodine  SC. 
Maintenance of muscle mass and load‐induced growth in Muscle 
RING Finger 1 null mice with age. Aging cell. 2014; 13:92‐101 
53.  Altun M,  Besche HC, Overkleeft HS,  Piccirillo  R,  Edelmann 
MJ, Kessler BM, Goldberg AL and Ulfhake B. Muscle Wasting  in 
Aged,  Sarcopenic  Rats  Is  Associated with  Enhanced Activity  of 
the  Ubiquitin  Proteasome  Pathway.  Journal  of  Biological 
Chemistry. 2010; 285:39597‐39608. 
54.  Ferrington  DA,  Husom  AD  and  Thompson  LV.  Altered 
proteasome  structure,  function,  and oxidation  in  aged muscle. 
FASEB journal : official publication of the Federation of American 
Societies for Experimental Biology. 2005; 19:644‐646. 
55.  Carnio  S,  LoVerso  F,  Baraibar  Martin A,  Longa  E,  Khan 
Muzamil M, Maffei M, Reischl M, Canepari M, Loefler S, Kern H, 
Blaauw B, Friguet B, Bottinelli R, et al. Autophagy Impairment in 










and  Cell  Viability.  The  American  journal  of  pathology.  2007; 
171:513‐524. 
59.  Buchberger  A,  Bukau  B  and  Sommer  T.  Protein  quality 
control  in  the cytosol and  the endoplasmic  reticulum: brothers 
in arms. Mol Cell. 2010; 40:238‐252. 
60. Wu J and Kaufman RJ. From acute ER stress to physiological 
roles  of  the  Unfolded  Protein  Response.  Cell  death  and 
differentiation. 2006; 13:374‐384. 
61.  Oyadomari  S  and  Mori  M.  Roles  of  CHOP//GADD153  in 
endoplasmic  reticulum  stress.  Cell  death  and  differentiation. 
2003; 11:381‐389. 
62.  Baehr  LM,  Tunzi M  and  Bodine  SC. Muscle  hypertrophy  is 
associated  with  increases  in  proteasome  activity  that  is 
independent  of  MuRF1  and  MAFbx  expression.  Frontiers  in 
physiology. 2014; 5:69. 
63.  Yu  Z,  Wang  AM,  Adachi  H,  Katsuno  M,  Sobue  G,  Yue  Z, 
Robins DM and Lieberman AP. Macroautophagy  is regulated by 
the  UPR‐mediator  CHOP  and  accentuates  the  phenotype  of 
SBMA mice. PLoS genetics. 2011; 7:e1002321. 
64. Thomason DB, Herrick RE, Surdyka D and Baldwin KM. Time 
course  of  soleus  muscle  myosin  expression  during  hindlimb 
suspension  and  recovery.  Journal  of  applied  physiology.  1987; 
63:130‐137. 
65. West DW, Baehr  LM, Marcotte GR, Chason CM, Tolento  L, 
Gomes  AV,  Bodine  SC  and  Baar  K.  Acute  resistance  exercise 
activates  rapamycin‐sensitive  and  insensitive mechanisms  that 
control translational activity and capacity in skeletal muscle. The 
Journal of physiology. 2016; 594:453‐468. 













SUPPLEMENTAL DATA  
 
Please browse the Full text version of this 





























www.impactaging.com                     146                                      AGING, January 2016, Vol. 8 No.1
